Introduction
Colorectal cancer (CRC) is one of the most common malignant tumors. The incidence of CRC among malignant tumors in males and females ranks third and second, respectively. In fact, 1.3 million people are diagnosed with CRC and there are nearly 700,000 deaths annually worldwide; CRC ranks fourth among cancer-related deaths. 1 In China, the number of new cases of CRC in 2015 exceeded 3,763,000 and the number of CRC-specific deaths was approximately 1,910,000. 2 In recent years, with the improvement in living standards and Westernization of lifestyles, the incidence and mortality of CRC have shown a rising trend year after year. Indeed, most patients with CRC are in an advanced stage at the time of diagnosis and have lost curability. The current study showed that the mortality rate of CRC was highly correlated with the stage of disease. The 5-year survival rate for stage I CRC approaches 90%, but is only 12% for stage IV. 3 It is evident that early detection of CRC and appropriate treatment are important. Currently, the common methods for early detection of CRC include the plasma carcinoembryonic antigen (CEA) level, fecal occult blood testing, and fiberoptic colonoscopy; however, the plasma CEA level and fecal occult blood 
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guo et al testing are not highly sensitive, and therefore their value is limited. [4] [5] [6] Colonoscopy is considered the gold standard for detection of CRC; however, colonoscopy is still limited as an effective approach for early detection due to poor patient compliance, resulting from discomfort during bowel preparation and the examination, as well as the potential complications. 7 Therefore, a new method which is less invasive, highly accurate, and of clinical value for the early detection of CRC is warranted.
MicroRNAs (miRNAs) are a class of noncoding singlestranded RNA molecules (approximately 21-23 nucleotides in length) coded by endogenous genes and specifically bound to the 3′ untranslated region of target mRNAs to inhibit translation and promote degradation. 8 miRNAs participate in a variety of vital biological processes, including cell differentiation, proliferation, and apoptosis. The mechanism of its action may be related to miRNA-related single nucleotide polymorphisms. [9] [10] [11] [12] It has been reported that abnormally-expressed miRNA, as an oncogene or tumor suppressor, plays an important role in cancer initiation and progression, including lung, liver, pancreatic, bladder, gastric, ovarian, and colorectal cancers. [13] [14] [15] [16] [17] There are a variety of miRNAs in human blood that are usually derived from lysis of apoptotic or necrotic cells and secretion of specific cells. 18 miRNAs remain stable by binding to Argonaute 2 protein 19 or through the autospecific hairpin structure, 20 which prevents degradation by ribonuclease in the blood and facilitates quantitative detection. In 2008, Lawrie et al 21 first reported the quantitative detection of miRNA in serum samples, proving the feasibility for the approach. An increasing number of studies on various diseases, especially on tumors, have focused on circulation miRNA. 22, 23 However, in our study, more samples were included and the method of quantitative reverse transcription polymerase chain reaction (qRT-PCR) cost less. The objective of the current study was to identify differentially-expressed miRNAs and to determine the feasibility of their use in the early detection of CRC.
Materials and methods study subjects
The study was approved by the Ethics Committee of the Chinese PLA General Hospital, and all patients signed written informed consent forms. The inclusion criteria were as follows: (1) colonoscopy; (2) no inflammatory bowel diseases, hereditary adenomatous polyposis, family history of tumors, and other tumors in the preceding or corresponding periods; (3) colorectal adenomas (CRAs) and CRCs should have pathologic confirmation; and (4) no preoperative chemotherapy for patients with CRC. The patients with CRC were staged according to the TNM staging system of the American Joint Committee on Cancer. 49 A total of 575 patients were enrolled from the Department of Gastrointestinal Surgical Oncology, Department of Gastroenterology, and Medical Examination Center of the Chinese PLA General Hospital between April 2013 and December 2014. Their general statistical information is presented in Table 1 . The collection of all blood samples followed a uniform protocol, ie, a 5-mL vacuum blood collection tube (VACUETTE ® ; Greiner Bio-One, Frickenhausen, Germany) was used to collect blood, and the sample was allowed to stand for 2 h at room temperature to fully coagulate, and then centrifuged at 1,500 rpm (2,390×g) at 4°C for 7 min. The centrifugation was completed within 4 h after blood collection. The serum samples collected after centrifugation were stored in a -80°C refrigerator.
study design
Our study was divided into three stages (primary screening, screening, and validation). The study design is shown in Figure 1 . (Tables S1-S3 ). The primary screening criteria for differentially-expressed miRNAs were as follows: (1) mean cycle threshold (Ct) ,32 and SD within groups ,2; (2) 5 Cts less than the negative control (no template control); and (3) the Ct value of the same sample was standardized on the same plate with an external reference (cel-miR-67) to obtain the ∆Ct value for comparison between groups and to select the most differentially-expressed miRNAs. The serum sample size was expanded (n=210) and candidate miRNAs (105 miRNAs in the primary screening stage) satisfying the above three criteria for primary screening were rescreened. The screening criteria were as follows: (1) the results of primary screening and screening were compared, and miRNAs with consistent expression patterns or mean Ct differences between groups .1 were selected; (2) mean Ct ,30; and (3) the Ct value of the same sample was standardized on the same plate with an external reference (cel-miR-67) to obtain the ∆Ct value for comparison between groups and to select the most differentially-expressed miRNAs. Validation was conducted on miRNAs which satisfied all three screening criteria.
Validation stage
During the screening stage, we identified 10 most significant miRNAs. There were 5 miRNAs in group of HC vs CRA, 9 miRNAs in groups of CRA vs HC, and 9 miRNAs in group of CRC vs HC. But some miRNAs are repetitive (Table S4,  Tables 2 and 3) . Three hundred and twenty-five serum samples (CRC n=107, CRA n=98, and HC n=120) were used to validate the difference and binary logistic regression was based on data from the validation stage. We validated the 5 miRNAs with the most significant difference ( Figure S1 ). A receiver operating characteristic curve was drawn and a relevant mathematical model was established for detection of CRC.
extraction of serum total rna
During extraction of total RNA, 1 μL of cel-miR-67 (20 nM/L; Quantobio, Beijing, China) was added to each sample as an external reference. A total of 0.25 mL of serum was used in the extraction of total RNA following the procedures in the miRNA extraction kit (Biochain, Beijing, China). A Nanodrop2000c spectrophotometer (Thermo Fisher Scientific, Waltham, MA, USA) was used to measure the quality of total RNA and the OD260-to-OD280 ratio was within 1.8-2.1.
Quantitative reverse transcription polymerase chain reaction
During the screening and validation stages, we used a threestep qRT-PCR. PolyA polymerase (NEB, Beijing, China) was used to add an A tail for the miRNA primer and mature miRNA. The reaction system was in a volume of 20 μL at 37°C for 1 h. Then, cRNA was synthetized by reverse transcription. One microliter of universal reverse transcription 
statistical analysis
The ∆Ct value was used to represent the relative level of expression of a single miRNA. A two-tailed t-test was used between two independent samples to identify significantlyexpressed miRNA. Binary logistic regression was used during the validation stage and a receiver operating characteristic curve was drawn to calculate the area under the curve (AUC) and assess the diagnostic value of miRNA for CRC. Based on relevant parameters in binary logistic regression, we established a mathematical diagnosis equation for detection of CRC. SPSS software (version 17.0; SPSS, Inc., Chicago, IL, USA) was used to perform all statistical analyses. Differences were considered significant at p,0.05.
Results

comparison between crcs and hcs
As compared with HCs, there was a significant difference in 9 miRNAs in the sera of patients with CRC during the screening stage (Table 2) . After validation, a panel of 5 miRNAs (miRNA-1246, miRNA-202-3p, miRNA-21-3p, miRNA-1229-3p, and miRNA-532-3p) effectively distinguished CRCs (n=107) from HCs (n=120), with 91.6% sensitivity and 91.7% specificity. The AUC was 0.960 (95% confidence interval [CI]: 0.937-0.983) (Figure 2 ). Based on relevant parameters in binary logistic regression, a diagnosis discriminant model was established according to the following equation:
), x = -5.076 -1.407 ∆Ct (miRNA-1246) + 0.759 ∆Ct (miRNA-202-3p) + 1.328 ∆Ct (miRNA-21-3p) -0.858 ∆Ct (miRNA-1229-3p) + 0.399 ∆Ct (miRNA-532-3p).
The cutoff value was 0.502. When Y 1 ,0.502, the detection result was negative, and determined to be a HC. When Y 1 $0.502, the detection result was positive, and determined to be a CRC.
comparison between crcs and cras
As compared with the CRA group, there was a significant difference in 9 miRNAs in the sera of patients with CRCs The cutoff value was 0.348. When Y 2 ,0.348, the detection result was negative, and determined to be a CRA. When Y 2 $0.348, the detection result was positive, and determined to be a CRC.
Discussion
The incidence of CRC is increasing year after year. A former study revealed that good prognosis can be achieved for the majority of CRC patients if there is early detection and appropriate treatment. 24 Therefore, early detection becomes key for disease prophylaxis. In recent years, circulating miRNAs have attracted increased attention from investigators, which have become markers for early tumor detection. Chen et al 25 reported that serum miRNA expression profiling of patients with CRC differs from the healthy population, and believed that part of the abnormally-expressed miRNA could be used for detection of CRC. Ng et al 26 reported that in patients with CRC, the level of miRNA-92a expression is significantly increased not only in cancer tissues, but in plasma as well. After resection of cancerous tissue during surgery, however, plasma miRNA-92a is restored to the normal level and it was confirmed that high miRNA-92a expression is unrelated to inflammatory bowel disease and gastric cancer. Huang et al 27 monitored the levels of miRNA-92a expression in 20 CRC patients before and after surgery. The results indicated an obvious decrease after surgery, which was consistent with the findings of Ng et al, 26 further confirming the value of miRNA92a in detection of CRC. Toiyama et al 28 tested abnormally-expressed miRNA in serum samples of patients with CRCs, CRAs, and HCs, and found that the level of miR-21 expression in sera of patients with CRAs and CRCs before surgery was increased and significantly decreased after surgery. They concluded that miR-21 is a potential marker for the early detection of CRC. Kanaan et al 29 reported that the sensitivity and specificity of distinguishing CRC from the control group based on increased miR-21 expression in plasma were up to 90%; however, miR-92a and miR-21 had poor organ specificity: miRNA-92a was increased in patients with acute leukemia and cervical cancer; 30, 31 and miR-21 was also highly expressed in patients with lung, breast, esophageal, and gastric cancers. 32 Therefore, it may be difficult to assess results when a single miRNA is used as a diagnostic marker.
More and more investigators have proposed a combination of several miRNAs to improve diagnostic efficiency. Some studies have also confirmed the feasibility of a panel consisting of multiple circulating miRNAs in the early detection of CRC. Luo et al 33 showed that 9 differentially-expressed miRNAs (miR-18a, miR-20a, miR-21, miR-29a, miR-92a, miR-106b, miR-133a, miR-143, and miR-145) are present in the plasma of patients with CRC. The 9-miRNA panel accurately distinguished patients with CRC from patients with non-CRC, with an AUC of 0.745. Wang et al 34 reported that a panel consisting of miR-409-3p, miR-7, and miR-93 accurately diagnosed CRC with a sensitivity of 82%, specificity of 89%, and AUC of 0.897. Zheng et al 35 believed that a 4-serum miRNA panel (miR-19a-3p, miR-223-3p, miR-92a-3p, and miR-422a) diagnosed early CRC with an AUC up to 0.951. Moreover, the panel accurately identified CRCs, CRAs, and HCs with AUCs of 0.886 and 0.765, respectively. Zhu et al 36 showed that the serum levels of miR-19a-3p, miR-21-5p, and miR-425-5p expression in patients with CRC were higher than normal controls. The panel could be used in detection of CRC with an AUC of 0.830. Nevertheless, there are currently no relevant diagnostic products widely available for clinical use, probably because of the variety of races and samples, and different detection approaches. Therefore, we suggest that additional research data are warranted to provide theoretical support for clinical use. A total of 575 serum samples were collected in this study, including 217 CRCs, 168 CRAs, and 190 HCs. qRT-PCR was used in all three stages. Through screening and validation, a 5-serum miRNA panel (miRNA-1246, miRNA-202-3p, miRNA-21-3p, miRNA-1229-3p, and miRNA-532-3p) was confirmed to differentiate CRCs from HCs, and CRCs from CRAs. The AUCs were 0.960 and 0.951, respectively, which were superior to previous studies. [33] [34] [35] [36] [37] [38] As compared with the CRC group, there was a significant difference in the serum level of expression of 5 miRNAs in the HC and CRA groups. All new diagnostic tests have limitations, especially pertaining to the sample size of the study. A total of 575 serum samples were included in our study, which is larger than other studies, thus ensuring the reliability of the test results. In addition, we adopted a three-step qRT-PCR to avoid the false-negative results in the two-step method caused by stem-loop primers, and adopted a mash-up of long and short primers to ensure high efficiency and accuracy of the amplification. Finally, we also established a mathematical model for CRC detection, which provides great convenience for future clinical application.
Proper standardization is crucial for accurate quantitation of miRNA expression by qRT-PCR. Kanaan et al 39 reported that a panel of 3 plasma miRNAs (miR-431, miR-15b, and miR-139-3p) distinguished stage IV CRC from controls and successfully used U6 as an internal control to standardize miRNA expression. Rice et al 40 recommended using RNU6 and miR-520d-5p as reliable internal controls in a study of plasma miRNA; however, some reports hold the view that U6 is not expressed constantly and easily degraded by RNase in the circulation; the stability is poor. 25, 41, 42 To date, no uniform standard for internal control has been established. Therefore, it has been proposed to use an external reference for standardization of the level of circulating miRNA expression. 43 Wang et al 44 concluded that the miRNA (cel-miR-39) of Caenorhabditis elegans is nonhomologous with humans and has good repeatability and high stability. Therefore, celmiR-39 can be used for quantification of circulating miRNA by qRT-PCR. Zhu et al 36 reported that the serum levels of miR-19a-3p, miR-21-5p, and miR-425-5p expression in patients with CRC are significantly higher than in the control group. They also used cel-miR-39 as an external reference for standardized calculation of the relative expression of miRNAs. Cel-miR-67 is a miRNA of C. elegans. It has no homology with human miRNA and meets the requirement of external reference. 45 We successfully used cel-miR-67 (primer sequence, CAACCTCCTAGAAAGAGTA) as an external reference and obtained stable and repeatable results.
Wang et al 46 reported that upregulation of miRNA-1246 in CRC tissues may cause disease progression. The cause can be miRNA-1246 binding to CCNG2 in CRC cells, which inhibits the expression of cyclin 2 (CycG2). Lai and Friedman 47 detected that miRNA-1246 is significantly increased in the sera of patients with CRC and suggested that miRNA-1246 could be used as a potential biomarker for early detection of CRC. Wang et al 48 showed low expression of miRNA-202-3p in cancer tissues in patients with CRC and demonstrated overexpression of miRNA-202-3p inhibited growth of CRC cells in vitro. However, we have not uncovered any reports that the three miRNAs (miR-21-3p, miR-532-3p, and miR-1229-3p) serve as markers for the early detection of CRC, as reported for the first time in the current study.
Conclusion
Circulating miRNAs can be considered to be important biomarkers for detection of CRC. We found 5 differentiallyexpressed miRNAs in serum, and as a non-invasive screening approach for CRC, with high sensitivity and specificity, the panel may be used for accurate early detection of CRC, which is a promising prospect for clinical application. 
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